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Tuesday, March 8, 2011 403ageneric icosahedral capsid assembly or to studies of ranges of possibilities
found over broad parameter domains. We describe work intended to help
bridge this gap between theoretical models of capsid assembly in general
and experimental work on specific model systems by using computational pa-
rameter estimation to learn rate parameters for stochastic simulations of cap-
sid assembly from available experimental data. Our method combines ideas
from gradient-based and response-surface optimization methods with a heuris-
tic global search strategy to find parameter fits that approximately reproduce
experimental measures of overall assembly progress. We demonstrate the ap-
proach through application to light scattering data tracking assembly progress
of several in vitro capsid assembly systems. The results provide insight into
possible mechanisms and pathways of assembly for specific capsid systems in
vitro. They further provide a basis for future studies attempting to computa-
tionally project how behavior of these systems would be altered in conditions
more closely approximating those expected at sites of capsid assembly
in vivo.2180-Pos Board B166
Coarse-Grained Molecular Dynamics Simulations of the Entire Influenza
Virus Envelope
Daniel L. Parton, Marc Baaden, Mark S.P. Sansom.
The envelope of the influenza virus contains three membrane proteins: hemag-
glutinin (HA), neuraminidase (NA) and the M2 proton channel. The interac-
tions of these proteins with their surrounding lipid environment are
important for many phases of the viral life cycle. In the various membranes
of an infected host cell, newly formed viral proteins are thought to use lipid
rafts - small patches of ordered membrane - to locate themselves at the plasma
membrane. The arrangement of the proteins within the envelope of free virions
may also be important for the infectivity of the virus.
We have used the MARTINI coarse-grained force field to simulate a viral
envelope of realistic size for several microseconds. Coarse-grained methods
allow simulations on large systems (4.5 million particles for the system in
this work) over extended timescales. Using information from recent cryo-
electron tomography images of complete virions as a basis, our model has
been constructed as a 60 nm diameter lipid vesicle with 80 HA, 12 NA
and 12 M2 proteins inserted in the membrane. The protein structures are de-
rived from existing crystallographic and NMR structures. The vesicle mem-
brane is a ternary mixture of saturated and poly-unsaturated phospholipids,
and cholesterol, which has been shown in other work to separate into raft
and non-raft phases.
The simulations will be analysed to provide information on the structural and
dynamical properties of the viral envelope. In particular, we will focus on
the partitioning of proteins between raft and non-raft lipid domains, and the de-
gree of protein clustering.
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Reducing Immune Response against Lentiviral Vectors: Lentiviral Vector
Presentation of CD47, The ‘Marker of Self’
Nisha Sosale, Richard K. Tsai, Irena Ivanovska, Philip W. Zoltick,
Dennis E. Discher.
Immune response to viral gene therapy vectors and their transgene products
is a significant problem in the field of gene therapy. Viral vectors, because
they are derived from viruses, can induce an immune response. This makes
gene delivery inefficient and can pose a significant danger to patients. Mac-
rophages act as immunological gatekeepers at the interface of tissue and
lymph. They take up antigens from the extracellular environment and then
present them to the immune system. Macrophage uptake has been shown
to be inhibited by CD47 interaction with SIRP alpha. Viral vectors presenting
CD47 on their surface should show reduced levels of phagocytosis by mac-
rophages, and thus reduced presentation and clearance by the immune sys-
tem. In this work, HEK 293T cells were transduced, using a lentiviral
vector, to over-express CD47 with green fluorescent protein (GFP) at the
C-terminus. These transduced cells were then transfected to produce a second
set of lentiviral vectors. Since the lentivirus takes a piece of the cell mem-
brane to make its envelope when it buds from the cell, these vectors express
CD47 on their envelope. The main goal of this work is to qualitatively and
quantitatively characterize the presentation of CD47 by these lentiviral vec-
tors. Fluorescent microscopy of equilibrium density gradient fractions indi-
cates that these lentiviral vectors present CD47-GFP. The fluorescence
intensity of individual and aggregated viral vectors was quantified. This
will be the first step in using CD47 expression as a method to reduce immune
response to lentiviral vectors in order to increase the efficacy and safety of
lentiviral vector mediated gene therapy.2182-Pos Board B168
In Vivo and In Vitro Assembly of Sindbis Virus Nucleocapsid-Defective
Mutants
Christian Berrios, Jonathan Snyder, Joyce Jose, Richard Kuhn.
Sindbis virus (SINV) is a member of the Togaviridae family, in the alphavirus
subfamily. Alphaviruses are arthropod-borne spherical, enveloped, positive-
sense single-stranded RNA viruses. They cause a variety of human and animal
diseases, ranging from fever and rash to encephalitis. The SINV nucleocapsid
(NC) contains the RNA genome, and is composed of 240 copies of a single 264-
amino-acid capsid protein (CP). The process of NC assembly is poorly under-
stood. However, the assembly process can be recapitulated in vitro using
purified SINV capsid protein and single-stranded nucleic acids. Two specific
lysine residues, K250 and K252, on the CP have been implicated in the assem-
bly process of NC in vivo. Four CP mutants were developed that have had these
two lysine residues either deleted, or changed to aspartic acid, glutamic acid, or
alanine. We have shown that the glutamic acid and alanine mutants assemble at
standard in vitro NC assembly conditions. In mammalian cells, these CP mu-
tants expressed in the context of a viral infection lead to an attenuated pheno-
type, including lack of NC formation. However, virus infection in mosquito
cells or expression of CP alone in mammalian cells leads to NC accumulation,
like wild-type virus. We continue to pursue the disparity between in vivo and
in vitro assembly results, relating them to the importance of these residues in
the NC assembly process. These results could lead to a better understanding
of the alphavirus NC assembly process and provide putative drug targets.
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Cooperative Assembly of Host and Viral Proteins into a DNA Packaging
Motor Complex Analyzed by Fluorescence-Monitored Analytical Ultra-
centrifugation
Saurarshi Sanyal, Carlos E. Catalano.
Packaging of viral genomes into procapsids by terminaseenzymes is conserved
in complex double-stranded DNA viruses. Terminases bind to linear conca-
temers of replicated viral genomes linked end-to-end and concomitantly excise
(mature) and translocate (package) a single genome per procapsid. While the
terminase maturation complex requires site-specific recognition to mature the
genome ends at each cos site within the concatemer, the terminase motor com-
plex must bind DNA tightly, but non-specifically, during packaging. The bac-
teriophage l protomer is a heterotrimer composed of two different subunits that
separately confer catalytic activities and site-specific DNA binding. Although
our data demonstrate that the protomer self-associates into a ring-like tetramer,
the stoichiometries of terminase in the maturation and packaging complexes re-
mains unknown. We investigated the nature of the terminase-DNA maturation
complex and the factors that mediate site-specific vs. non-specific DNA bind-
ing modes. Specifically, we utilized electrophoretic mobility shift assays
(EMSA) and analytical ultracentrifugation (AUC) to examine assembly of l
terminase and E. coli Integration Host Factor (IHF, required for l development
in vivo) on model DNA substrates. We first demonstrate that terminase proto-
mer does not significantly discriminate between cos-containing and non-spe-
cific DNA substrates using EMSA; however, in the presence of IHF the
enzyme forms specific complexes with cos-DNA at concentrations much lower
than those required to bind non-specific DNA. We next utilize AUC to demon-
strate that a binary complex is formed between cos-DNA and IHF. Addition of
l terminase to this binary complex affords two higher-order ternary complexes
in a concentration-dependent manner. The data demonstrate that IHF promotes
cooperative and site-specific assembly of terminase at the packaging initiation
site cos. The nature of the nucleoprotein complexes will be discussed in relation
to their role in viral genome packaging.
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Characterization of the Interaction of the Dengue Virus Capsid Protein
with Lipid Droplets
Ivo C. Martins, Fabiana A. Carneiro, Ronaldo Mohana-Borges,
Andre´ Faustino, Renata M. Pereira, Filomena A. Carvalho,
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Dengue virus affects 100 million people yearly, but this number may grow
since Aedes spp. mosquitoes, the disease vectors, are spreading to temperate
climates, including in the USA. No effective vaccines are available. A poor un-
derstanding of the viral life cycle is to blame, especially regarding the viral as-
sembly and encapsidation process, mediated by Dengue Virus Capsid Protein
(DVCP). DVCP is a symmetric homodimmer a-helical protein that must inter-
act with intracellular lipid droplets during viral encapsidation. DVCP charge
distribution suggests that its a2-a2’ nonpolar region may interact with lipids
and the a4-a4’ positive charged region could interact with viral RNA. By em-
ploying biophysical techniques combined with bioinformatics tools, we found
this hypothesis correct.
